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Background: The Quinine tree (Rauvolfia caffra) is used as a medicinal plant among traditional communities in
many countries to manage tumors and other diseases associated with oxidative stress. To validate indigenous
knowledge and possibly position this herb for technology uptake and utilization, we established the level of
antioxidant activity in R. caffra, and probed for the presence of associated phytochemicals.
Methods: Antioxidant activity was determined on 1,1-diphenyl-2-picrylhydrazyl (DPPH) while major phytochemicals
were identified by multiple tests on methanol fractions.
Results: R. caffra showed promise as a cure, with antioxidant activity comparable to the commercially used drug
quercetin (R. caffra = 79.7% ±1.9; quercetin = 82.6% ± 2.0). However, we found two phytochemicals with possible
antagonistic effect: co-occurrence of alkaloids and saponins significantly reduced antioxidant activity (alkaloids only =
63%; alkaloids plus saponins = 15%; steroids, terpenoids and cardiac glycosides = 82%), thus alkaloids and saponins
should be exclusive to each other in drug formulations.
Conclusions: Antagonistic relationship among phytochemicals would affect the efficacy of crude extracts as used
in traditional medicine. Unlike in herbal medicine, use of modern biotechnology in extraction, purification and
design of optimal combinations will ensure efficient drug formulations with optimum bioactivity and minimum
toxicity. Metabolic pathway engineering under a controlled environment may optimize availability of desired
compounds.
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Medicinal plants are widely used in many traditional
cultures and are increasingly becoming popular in modern
society as natural alternatives to synthetic medicines.
Traditional herbs are generally cheaper, accessible or read-
ily available and more culturally acceptable to many.
Further, some synthetic drugs have been suspected to
cause side effects [1,2], thereby making many turn to* Correspondence: jochieng@uonbi.ac.ke
1Center for Biotechnology and Bioinformatics, University of Nairobi, P.O. Box
30197, Nairobi 00100, Kenya
6College of Agriculture & Vet Sciences, University of Nairobi, P.O. Box 30197,
Nairobi 00100, Kenya
Full list of author information is available at the end of the article
© 2013 Milugo et al.; licensee BioMed Central
Commons Attribution License (http://creativec
reproduction in any medium, provided the ortraditional herbs as complementary therapies and for pre-
ventive medicine. Lately, there has been a global upsurge
in the incidences of cancer, hypertension and other dis-
eases related to oxidative stress especially in developing
countries. Globally, herbal medicine is gaining popularity
even in regions with improved healthcare systems [3].
Medicinal plants are used in reducing predisposition to,
and managing diseases related to oxidative stress, such as
cancer and hypertension, because they contain strong an-
tioxidants such as flavonoids/anthocyanins and alkaloids.
Indeed, anthocyanins have been used in therapy against
cardiovascular diseases and cancer [4] and age related
conditions such as Alzheimer’s disease or dementia [5].Ltd. This is an open access article distributed under the terms of the Creative
ommons.org/licenses/by/2.0), which permits unrestricted use, distribution, and
iginal work is properly cited.
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traditional societies to manage certain ailments, the
traditional prescription of crude extracts is unsuitable
for two reasons: first, some phytochemicals may occur at
toxic levels in crude extracts [6] and the herbalists or
patients have no mechanism to determine the level of
toxicity when whole extracts are administered, and sec-
ond, the bioactivity may be suboptimal because maximum
activity requires certain combinations of phytochemicals.
In addition, the doses often are usually taken repeatedly
and exceed conventional drugs in volume. Further, genetic
variation within a plant species may correspond to vari-
ation in phytochemical composition, thus affecting the
levels of abundance for the bioactive compounds [7]. The
difficulty in predicting the phytochemical composition,
which may vary significantly and which due to the vari-
ation may be taken at toxic levels, makes traditional herbs
unsuitable as crude extract as currently practiced. Ex-
ploitation of medicinal plants using modern biotechnol-
ogy in purification and separation of compounds, and in
metabolic engineering where relative abundance of vari-
ous phytochemicals can be influenced would result in
optimum activity and safety. With new developments in
genetic engineering, production of compounds known
to have important bioactivity related to human health
such as antioxidant action, anti-inflammatory and anti-
microbial effects can now be influenced for continuous
supply of rare and expensive secondary metabolites.
Use of modern biotechnology, especially genetic en-
gineering, remains under sustainable resistance from
many communities and interest groups. Although gen-
etic manipulation (GM) is a controversial subject, stron-
ger objection usually concerns food crops, where GM
activities are feared to affect unintended human popula-
tions. To avoid this controversy and to respect con-
sumer choices, it is necessary that genetic engineering
for desired phytochemicals with health benefits target
non-food crops. Further, the plant species of choice
must have properties that guarantee that GM activities
on the plant do not cause environmentally unacceptable
outcomes such as genetic pollution.
Rauvolfia is a genus of evergreen trees and shrubs in the
dogbane family, Apocynaceae. Quinine tree (Rauvolfia
caffra) is used as a medicinal plant among traditional
communities in many countries to manage tumors and
other diseases associated with oxidative stress [8]. This
species is still of less conservation concern in many
countries, such as South Africa [9]. However, another
member of this genus, Rauvolfia serpentina, is now de-
clining in the wild due to over-exploitation for its medi-
cinal uses and is currently listed in CITES Appendix II
[10]. Genetic modification would be less controversial
for R. caffra since it is not a food crop but a forest tree.
Although R. caffra is a sparsely populated remnant treespecies that is purely selfing, hence the threats of gene
flow is limited, it should be domesticated under controlled
conditions where the bioactive molecules can then be
extracted and used for medicinal purpose.
This study aimed to identify available phytochemicals
in R. caffra with known function in human health, and
to test individual and collective bioactivity of these com-
pounds. Two phytochemicals, alkaloids and saponins,
were found to have possible antagonistic effect, where
their co-occurrence significantly reduced antioxidant
activity in R. caffra, thus alkaloids and saponins should
be exclusive to each other in drug formulations.Methods
Sample collection, storage and treatment
This study utilized tissue samples of quinine tree (R. caffra)
from a remnant forest in Kuria District of Western Kenya.
A mature R. caffra tree was identified with the assistance
of a traditional medicine practitioner. In March 2013, ter-
minal leaves were collected from the lower branches while
bark samples were collected by chopping from the trunk.
Upon collection, samples were kept in air-tight bags with
silica gel as desiccant and transported to the laboratory for
processing. Samples were authenticated by a botanist, Pro-
fessor J.O. Kokwaro. Herbarium specimens were deposited
at the University of Nairobi herbarium, under specimen
Voucher No: Mutiso-RC-23/3/2012.
The leaves and stem bark were air dried at room
temperature under shade for one week, ground into pow-
der and subjected to extraction using organic solvents in
the order of polarity: Hexane, then Dichloromethane
(DCM) and finally, Methanol using standard procedures
[11] to obtain crude extract. Extracts were weighed before
further processing.Thin Layer Chromatography (TLC) assay
Thin Layer Chromatography is a method used to separate
compounds based on their solubility in organic solvents
and molecular weight. This method was used to detect the
presence of compounds in the crude extracts. The crude
extracts were spotted on a TLC plate and developed first
in pure DCM, followed by DCM/Methanol (97:3 v/v) and
finally DCM/Methanol (19:1). The TLC plates were then
air dried and compounds detected under UV light. To
detect samples with antioxidant activity, the plates were
sprayed with DPPH (1, 1-diphenyl-2-picrylhydrazyl; 12 mg
DPPH in 50 ml double distilled methanol) and incubated
for 30 minutes at room temperature as described previ-
ously [12]. The presence of whitish spots against a purple
background on the plate would be considered to indicate
radical scavenging properties. Such extracts were selected
for further analysis using DPPH method.
Table 1 Level of free radical inhibition by extracts from
R. caffra as accessed on DPPH
Extract source Free radical inhibition (%)
Leaves 70.55 ±1.26
Stem bark 79.65 ± 1.86
Commercial quercetin (positive control) 82.63 ± 2.00
Methanol (negative control) 0.00 ± 0.00
Commercially available quercetin was used as control.
Inhibition values (%) are the means of triplicate measurement (n = 3) ± STD.
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Samples indicating antioxidant activity were analyzed
further using DPPH assay. 200 μg of leaves and stem
bark crude extracts were dissolved in double distilled
methanol and serially diluted to concentrations ranging
from 6.3 μg/ml to 200 μg /ml. 0.5 ml of each dilution
was added to 3 ml of 0.1 mM DPPH and incubated for
30 mins at room temperature [13]. The radical scaven-
ging activity was determined using UV light absorbance
method, measured at 517 nM. A decrease in optical
density (OD) indicated radical scavenging activity in the
sample. Commercially available quercetin (3,3′,4′,5,7-
Penthydroxyflavone) was used as a positive control, and
methanol as negative control.
Statistical analysis:
The percentage inhibition of free radical formation (%)
was calculated as follows.




Where: Ablank is the absorbance of the negative control,
while Asample is the absorbance of the test sample.
The Means of inhibition percentages, their standard
deviations and a test of whether the means were statisti-
cally different from each other was calculated using
EXCEL, via a student t test with significance level set at
p ≥ 0.05.
Fractionation of phytochemicals in stem bark crude
extract
Stem bark methanol crude extract (15 g) was re-dissolved
in a combination of DCM:n-hexane (5% DCM) and suc-
cessively separated with solvent combination of DCM:
n-hexane as the starting solvent, followed by solvent
combinations of increased polarity (DCM increased to
10%, 15%, 20%, 30%, to 100%; then DCM/methanol,
with methanol increased to 0.5%, 1%, 2%, to 10% by
volume), resulting into a total of 120 fractions (50 ml
each). Aliquots of the fractions were spotted on TLC
plates and developed using various solvent systems, in-
cluding DCM: n-Hexane; 100% DCM; 1% Methanol:
DCM; 5% Methanol: DCM; 8% Methanol: DCM. Frac-
tions with the same characteristics were pooled and
concentrated to dryness on a rotary evaporator giving a
total of 15 fractions. Identification of chemical groups
followed standard procedures described previously
[14,15]. The phytochemicals probed were: flavonoids,
coumarins, alkaloids, steroids, cardiac glycosides, saponin,
terpenoids, tannins and phenols.
Results and discussion
This study sought to establish whether phytochemicals
of known function in human health are found in quininetree (Rauvolfia caffra), a plant used as medicine among
traditional communities in many countries to manage
tumors and other diseases associated with oxidative
stress. The presence of such phytochemicals would val-
idate indigenous knowledge held by traditional commu-
nities regarding its medicinal value, and position quinine
tree as candidate for exploitation using modern biotech-
nology. We found R. caffra to be rich in antioxidants,
and contain several known phytochemicals, two of
which showed antagonistic effect.
Plant ecology and description: Quinine trees were con-
firmed to grow in the localities that were earlier de-
scribed by traditional practitioners in Kuria, Western
Kenya. We found three isolated trees growing near a val-
ley with a stream running about 500 metres from the
tree. The leaves were shinny green on the upper surface,
suggesting the presence of wax on the epidermal layer.
Flowers had both male and female reproductive features,
with anthers appearing above the stigmas.
Quinine tree as a rich antioxidant
All tests showed Methanol used as a negative control to
have 0.00% free radical Inhibition, while the commer-
cially available quercetin used as a positive control inhib-
ited within expected levels (82.63% ± 2.00), lending
credence to the method as a reliable test for antioxidant
activity. Extracts from stem bark samples of R. caffra
had a free radical Inhibition of 79.65% ± 1.86, while the
leaves showed 70.55% ±1.26 (Table 1). There was no sta-
tistically significant difference between the free radical
scavenging activity of R. caffra stem bark extracts and
the standard quercetin (p > 0.05), suggesting R. caffra to
be a competitively strong antioxidant. Indeed, it is likely
that R. caffra antioxidant activity is stronger than quer-
cetin, given that the samples assayed in this study were
crude extracts, while the commercial product is usually
a purified compound.
The observation of higher antioxidant activity in the
stem bark extracts compared to leaves was consistent
with previous findings [16] that assayed the plant for
antimicrobial activity. Why the stem bark extracts are a
better antioxidant is not clear, but can possibly relate to
plant storage system or the presence of antagonistic
polyphenol(s) in the leaves.
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Screening for phytochemicals in crude extracts from
leaves and stem bark of R. caffra revealed the following
classes of compounds: alkaloids, terpenoids, saponin, car-
diac glycosides and steroids (Table 2). These results were
consistent for each class of compound even when different
tests/approaches were used, albeit with subtle differences
in abundance. The detection of alkaloids, terpenoids,
saponin, cardiac glycosides and steroids confirmed that
R. caffra samples indeed contained molecules known for
antioxidant activity. These findings reaffirm the value of
indigenous knowledge in identification of plants for
pharmaceutical use. The use of quinine tree in traditional
medicine is validated by presence of phytochemicals of
known health benefits. The presence of cardiac glycosides
in R. caffra may explain why the herb is used traditionally
to manage heart diseases.
Based on plant physiology, R. caffra and similar trees
should contain phenols and tannins. Surprisingly, these
were not detected even using multiple tests. It is possible
that most of the polyphenols were lost in the solvent
system (hexane and DCM), before the extracts were sub-
jected to subsequent analysis on methanol. R. caffra had
leaves which were shiny on the upper surface. Wax
which is responsible for the glossy appearance of leaves
usually contains phytochemicals including flavonoids,
phenolics and sterols.
Antagonistic bioactivity of alkaloids and saponins
Although crude extracts from stem bark and leaf sam-
ples of R. caffra showed antioxidant activity (free radicalTable 2 Phytochemicals found in methanol extracts of
leaves and stem bark of R. caffra
Compound Test Abundance
Leaves Stem bark
Alkaloids Wagnes test 3 3
Terpenoids p-anisaldehyde 1 3
Salkowski test 2 3
Saponin Vanilin/sulphuric acid 1 2






Keller-Killani test 2 2
Flavonoids HCL-Mg reaction 0 0
AlCl3 reaction 0 0
Ammonia test 0 0
Coumarin Open loop – close loop
response
0 0
Phenols and tannins FeCl3 test 0 0
Vanillin- HCL reaction 0 0
Legend; 3 – Abundant; 2 - Moderately present; 1 - Weakly present; 0 - Absent.Inhibition) of 79% and 70% respectively (Table 1), ana-
lysis of fractions showed activity to vary with phyto-
chemical composition. Strongest antioxidant activity
was observed for fractions containing alkaloids, ste-
roids, terpenoids, cardiac glycosides, but without sapo-
nins (82.39%; Table 3). Fractions that included saponins,
i.e., alkaloids, steroids, terpenoids, cardiac glycosides,
saponins had a lowered activity of 58.99%. Alkaloids
only had 63% activity, but fractions containing a com-
bination of alkaloids and saponins exhibited the poorest
antioxidant activity of 15% (Table 3). Alkaloids and sa-
ponins appeared to have antagonistic interaction, at
least with regards to antioxidant activity. This poten-
tially lowers their activity as antioxidants, and possibly
the potency of extracts containing both compounds. Sa-
ponins observed in this study are likely to be steroids,
the type common in wild plants used as herbs, while
those that occur in cultivated crops are predominantly
the triterpenoid saponins [17].
Modern biotechnology and the optimization of medicinal
value of R. caffra
Traditional practitioners administer tissues from quinine
tree as crude extracts to their patients. In this study, we
show antagonistic relationship among two phytochemi-
cals (alkaloids and saponins), an observation that can
only be obvious when the compounds are fractionated
and tested separately. Such antagonism, perhaps involv-
ing more compounds than observed in this study, would
affect the efficacy of crude extracts as used in traditional
medicine. The data suggested that for pharmaceutical
purposes, alkaloids and saponins should be exclusive to
each other in drug formulations. Further, administration
of crude extracts does not take into account the possibil-
ity that some compounds could exist at toxic levels. For
example, saponins are known to have a lytic action on
erythrocyte membranes, a haemolytic action believed to
be the result of the affinity of the aglycone moiety for
membrane sterols, particularly cholesterol [18], with
which they form insoluble complexes [19]. Further, diet-
ary saponins have been reported to obstruct the absorp-
tion of micronutrients and to reduce protein digestibility
probably by the formation of sparingly digestible sap-
onin–protein complexes [20]. However, on the positive
side, it has been demonstrated that saponins affect nutri-
ent uptake through the intestinal membrane, by increas-
ing the permeability of intestinal mucosal cells in vitro,
inhibiting active mucosal transport and facilitating up-
take of substances that are normally not absorbed [21].
Genetic engineering of metabolic pathways: Unlike in
herbal medicine, use of modern biotechnology in ex-
traction, purification and design of optimal combi-
nations will ensure efficient drug formulations with
optimum bioactivity. Although genetic manipulation is
Table 3 Phytochemical screening and antioxidant activity of stem bark fractions
Fraction Alkaloids Steroids Cardiac glycosides Saponins Terpenoids % inhibition
FA 5-10% HEX/DCM + + + + - 41.82 ± 3.3
FB&C 10-20% HEX/DCM + - - + - 15.68 ± 2.2
FD&E 30-40% HEX/DCM + - - - - *
FF 50-60% HEX/DCM + - - - - 62.99 ± 3.7
FG 70–80% HEX/DCM + + + - - 43.8 ±2.4
FH&I 90-100% HEX/DCM + - - - - *
FJ 0.5-1% MEOH/DCM + - - - - *
FK&L 1-5% MEOH/DCM + + + - + 38.18 ± 3.6
FM 5-7% MEOH/DCM + + + - + 82.39 ± 1.4
FN 7-9% MEOH/DCM + + + + + 58.99 ± 1.9
FO 9-15% MEOH/DCM + + + + + *
FP 100% MEOH - + + - + *
Legend; + present; - absent * not determined; HEX- Hexane.
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concerns food crops, where GM activities would affect
unintended human populations. Manipulation of wild
tree species would only be opposed on the basis of pos-
sible gene flow to non target closely related tree species.
R. caffra is a sparsely populated remnant tree species
that is purely selfing, hence the threats of gene flow is
limited.
Variation in phytochemical composition: R. caffra is a
self-fertilized plant and would ordinarily be expected to
have low levels of genetic diversity. However, we suspect
R. caffra to have high levels of genetic differentiation,
following R. serpentina, an equally selfing tree species in
the same genus and which have been reported to exhibit
high levels of diversity [22]. Genetic variation among
plant species may correspond to variation in phyto-
chemical composition, thus affecting the levels of abun-
dance for the bioactive compounds. The difficulty in
predicting the phytochemical composition, which may
vary significantly, and which due to the variation may
be taken at toxic levels, makes R. caffra unsuitable as
crude extract as currently practiced. This herb would
best be exploited using modern biotechnology, where
phytochemical composition can be quantified and con-
trolled. With new developments in genetic engineering,
phytochemicals known to have important biological
activities related to human health such as antioxidant
action, anti-inflammatory and antimicrobial effects can
now be influenced for continuous supply of rare and ex-
pensive secondary metabolites. Metabolic engineering
aims at modifying cellular metabolite composition, so
that new compounds can be produced, existing com-
pounds can be increased, and/or eliminate undesirable
compounds. This can be achieved by introducing novel
genes or pathways, and/or enhancing or eliminating the
expression of endogenous pathways.Conclusion
This study has shown that the use of R. caffra by trad-
itional healers has a scientific basis as evidenced by the
presence of phytochemicals of known health benefits.
However, traditional prescription of crude extracts is
unsuitable for two reasons: first, biosafety concern –
some phytochemicals may occur at toxic levels in crude
extracts and there is no way to determine this when
whole extracts are administered, and second, the bio-
activity may be suboptimal due to presence of some
phytochemicals with antagonistic effects as observed in
this study. The plant should best be exploited using
modern biotechnology in purification and separation of
compounds, and in metabolic engineering under con-
trolled environment where relative abundance of various
phytochemicals can be influenced.
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